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Abstract
Organic falls create localised patches of organic enrichment and disturbance where enhanced degradation is
mediated by diversified microbial assemblages and specialized fauna. The view of organic falls as “stepping stones”
for the colonization of deep-sea reducing environments has been often loosely used, but much remains to be proven
concerning their capability to bridge dispersal among such environments. Aiming the clarification of this issue, we
used an experimental approach to answer the following questions:
Are relatively small organic falls in the deep sea capable of sustaining taxonomically and trophically diverse
assemblages over demographically relevant temporal scales?
Are there important depth- or site-related sources of variability for the composition and structure of these
assemblages?
Is the proximity of other reducing environments influential for their colonization?
We analysed the taxonomical and trophic diversity patterns and partitioning (α- and β-diversity) of the macrofaunal
assemblages recruited in small colonization devices with organic and inorganic substrata after 1-2 years of
deployment on mud volcanoes of the Gulf of Cádiz. Our results show that small organic falls can sustain highly
diverse and trophically coherent assemblages for time periods allowing growth to reproductive maturity, and
successive generations of dominant species. The composition and structure of the assemblages showed variability
consistent with their biogeographic and bathymetric contexts. However, the proximity of cold seeps had limited
influence on the similarity between the assemblages of these two habitats and organic falls sustained a distinctive
fauna with dominant substrate-specific taxa. We conclude that it is unlikely that small organic falls may regularly
ensure population connectivity among cold seeps and vents. They may be a recurrent source of evolutionary
candidates for the colonization of such ecosystems. However, there may be a critical size of organic fall to create the
necessary intense and persistent reducing conditions for sustaining typical chemosymbiotic vent and seep
organisms.
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Introduction
The interest in organisms associated with organic falls, and
particularly sunken wood, was renewed by a comparative
phylogenetic study [1] suggesting that vent and seep
organisms may have recently diverged from faunas associated
with organic falls. Ecological, phylogenetic and paleontological
data [1,2,3] led to the hypothesis that organic falls provide
important habitat islands for the persistence of species
dependent on organic- and sulphide-rich conditions and could
play a major role in the adaptation, and evolution of deep-sea
chemoautotrophy-based assemblages. New issues have been
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raised recently regarding the prospect of a climate change-
related increase in the exportation of terrigenous organic
material to the deep sea and its potential impact on the future
evolutionary ecology of deep-sea assemblages [4,5].
Important amounts of terrestrial plant materials and
macroalgae debris are deposited frequently on continental
slopes through physical or biological processes, primarily after
extreme climatic events [6,7,8,9]. Plant remains are thus
abundant in many areas: higher densities are likely to occur
near estuaries, in sedimentary accumulation basins and in
submarine canyons [8,10,11,12], but small amounts of organic
material may be ubiquitous across depths and ecosystems.
These small organic falls may significantly shorten the long
distances (often over 1000s km) separating the known
locations of hydrothermal vents, cold seeps or large and more
or less predictable organic falls. An important ecological
characteristic of deep-sea benthic communities is that they are
highly food-limited and many aspects of their structure and
function are strongly modulated by the rate and nature of the
input of detrital organic material produced in the euphotic zone
[13]. Organic falls such as marine-mammal carcasses and
accumulations of wood and other plant remains are therefore
thought to be fundamental to the nutritional ecology of the deep
sea by the direct or indirect mobilization of organic carbon, the
increased flux of reduced chemicals, and their potential role as
nitrate sinks [5,14,15,16,17].
Organic falls create localised patches of organic enrichment
and chemical or physical disturbance and are thought to
contribute to beta diversity [2,16,17,18]. Animals use plant
materials either as substrate, shelter, or food and an
outstanding original and diverse fauna has been revealed by
sampling natural sunken-wood habitats or by deploying
colonization experiments containing different kinds of organic
material [16,19,20,21,22,23]. Increased food availability in
organic falls is associated with locally-enhanced degradation
processes mediated by specialized (e.g. wood-boring
xylophagainae bivalves) and/or opportunistic fauna and highly
diversified microbial activity [4,16,24,25,26]. The state of
degradation, and the duration and development of the
ecological succession depend upon the immersion period, type
(lability) of the organic material [16] and environmental
conditions which may alter its physical and biochemical
properties. Decay of plant remains begins with the degradation
of cellulose (and also lignin in wood) by heterotrophic aerobic
and anaerobic bacteria and fungi leading to the accumulation
of by-products such as hydrogen, sulphide, and perhaps
methane and to the decrease of oxygen [25,26]. The sulphide
produced by the bacteria may then be used as an energy
source for carbon dioxide fixation by chemosynthetic
organisms [25,26]. It is at this stage that sunken wood free-
living microbial communities may begin to resemble those from
whale falls, vents, and seeps [27]. Within a few months
opportunistic species and sulphide-tolerant microbial grazers
may reach high densities [16]. Several organisms (e.g.
molluscs, crustaceans) feed on wood which often requires a
heterotrophic gut microflora providing the host with
exoenzymes for metabolizing refractory plant material
[24,28,29]. Some organisms (e.g. bathymodiolin bivalves) are
chemosymbiotic and have close relatives in other reducing
habitats [30].
Accumulated paleontological evidence [3] points to
bathymodiolin mussels occurring contemporarily at seeps and
at wood and whale falls, or earlier at seeps, contrary to the
pattern predicted by Distel et al. [1]. There are also parsimony
arguments supporting chemoautotrophy in a siboglinid
ancestor and the secondary loss of chemoautotrophy in the
boneworm Osedax [31]. In fact, the geologic history of reducing
environments places vents and seeps as being older than
wood and wood being older than whales. Based on the notion
that many modern members of wood- fall assemblages were
already present in the Late Cretaceous, Kiel and Goedert [3]
predicted that the wood-fall ecosystem evolved during this
time. But the modern whale-fall ecosystem may have evolved
from an even older source of scattered reducing habitats: the
abundant marine reptiles of the Jurassic and Triassic [32].
Despite the strong evolutionary linkage between biological
communities inhabiting the different reducing environments,
their biodiversity and biogeography remain relatively tattered.
Deep-sea chemosynthesis-based ecosystems usually share
the presence of reduced inorganic compounds (methane,
hydrogen sulphide, hydrogen, or a combination of these) but
they are highly heterogeneous in their geological or biological
origin. Due to high local production, metazoans are often
released from the extreme food limitation prevalent in the deep
sea but instead, a variety of geochemical and microbial
processes that impose different regimes of disturbance,
chemical toxicity and physiological stress may modulate
community structure [17]. Although the macrofaunal structure
(family level) of hydrothermal vents, cold seeps and organic
falls share some characteristics (e.g. low diversity and high
dominance), broad-scale analysis suggests that
chemosynthesis-based macrofaunal assemblages exhibit a low
degree of similarity at the species level across systems [17].
However, these results have yet to be confronted with the
recent perspective of a putative continuum of abiotic and biotic
characteristics between hydrothermal vents and cold seeps
[33,34,35]. Comparisons need to be constrained by a better
knowledge on the intricate effects of water depth,
oceanography and geologic setting on the biodiversity of
reducing environments and their huge variability within and
across biogeographic regions
Since the first references to the evolutionary implications of
organic falls as “stepping stones” [2,36]; the concept has often
been used loosely, sometimes passing the misleading idea of
almost interchangeability of the fauna from organic falls and
other reducing environments. Notwithstanding the role of
organic falls in the adaptation and evolution of deep-sea
chemoautotrophy-based assemblages [1] much remains to be
proven concerning their capability to bridge dispersal among
such assemblages and currently ensure population connectivity
of their species. Our objective is to contribute to the clarification
of this issue by using an experimental approach to answer the
following straightforward questions:
1 Are relatively small and localized inputs of organic matter in
the deep sea capable of sustaining taxonomically and
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trophically diverse assemblages over demographically relevant
temporal scales?
2 Are there important depth- or site-related sources of
variability for the composition and structure of the assemblages
recruited in organic falls?
3 Is the proximity of other reducing environments influential for
an increased similarity to the assemblages recruited in organic
falls?
We propose to discuss these questions by analysing the
taxonomic and trophic diversity patterns and partitioning (α-
and β-diversity) of the macrofaunal assemblages recruited in
small colonization devices deployed with organic and inorganic
substrata on mud volcanoes of the Gulf of Cádiz and recovered
after 1-2 years of immersion.
Material and Methods
Colonization devices
In this study we used sets of standardized colonization
experiments (CHEMECOLI - CHEMosynthetic Ecosystem
COlonization by Larval Invertebrates, Figure 1) as described by
Gaudron et al. [22]. Three types of substrate were used: dried
alfalfa grass (more labile), Douglas fir wood cubes (less labile)
and carbonate cubes (2x2x2cm) each totalling a volume of
1.539 dm3 inside a perforated PVC tube (14 cm diameter).
Each type of organic or inorganic substrate was enclosed by a
Nylon net of 2mm mesh which excludes large sized predators
and allows the colonization by metazoan larvae or juveniles but
not by the adults of most species.
Deployment and recovery
The deployment and recovery of the in situ colonization
experiments were made using a ROV (Remotely Operated
Vehicle) during the JC10 cruise (ROV Isis, National
Oceanography Centre, Southampton), the 64PE284 cruise
(ROV Cherokee, MARUM, Bremen) and the B09/14 cruise
(ROV Genesis, Renard Centre for Marine Geology, Gent). Sets
of three CHEMECOLI, each with one type of substrate, were
deployed in three mud volcanoes along a depth gradient (Table
1): Mercator located at 350m water depth in the El Arraiche
Field, Meknès and Darwin located in the Carbonate Province at
700m and 1100m water depth, respectively (Additional
information on the study sites is provided in Text S1 and Figure
S1). The immersion time ranged from 290 to 631 days (Table
1) and the experiments were recovered in individual closed
boxes with ambient water.
Diplomatic permits were obtained for the described field
study from the Moroccan authorities for sampling in the
Moroccan EEZ. The locations sampled are not privately-owned
or protected in any way and the field studies did not involve
endangered or protected species.
Figure 1.  Aspect of the experimental colonization devices - CHEMECOLI (CHEMosynthetic Ecosystem COlonization by
Larval Invertebrates), immediately after deployment (D) and after one (1y) and two (2y) years of immersion.  Mer: Mercator
MV; Mek: Meknès MV; Dar; Darwin (Photo credits: National Oceanography Centre, Southampton: Mer-D, Dar-D; MARUM,
Universität Bremen, Mer-1y; Mek-D; Renard Center for Marine Research, Mer-2y, Mek-1y, Dar-2y).
doi: 10.1371/journal.pone.0076688.g001
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Sample processing and taxonomic identification
After recovery the remaining amount of organic material was
estimated and the different substrates were sub-sampled and
processed for different purposes. Two thirds of each sample
(the equivalent of 1 dm3 of the initially deployed substrate) were
reserved for macrofaunal studies. The substrates were
photographed and fixed directly (no washing or sieving) in 95%
ethanol (one third) and 10% formalin (one third). The nets and
other external components of the devices were washed and all
fauna present was kept although not used for the data analysis.
The sub-samples used for taxonomic studies were kept at
room temperature. The animals were sorted under a
stereomicroscope, identified to species level whenever
possible, and deposited in the Biological Research Collection
of Universidade de Aveiro where they remain available for
further studies. Each species was allocated to a trophic guild
(Table S1) defined by the feeding mode, food type, size and
source, and life habit (trophic scheme adapted from [37]). The
species list was compared to the existing check list of the
macrofauna (including unpublished data) from the mud
volcanoes of the Gulf of Cádiz [35] in order to detect new
occurrences and species already reported from the local
(individual mud volcano) or regional fauna (all mud volcanoes
and adjacent cold-water coral and authigenic carbonate
habitats).
Data analysis
Species richness, Shannon-Wiener diversity index (H’),
Pielou evenness index (J’), Hurlbert expected species richness
(ES(n)), and k-dominance curves [38,39,40] were calculated
using the community analysis PRIMER v6 software [41] which
was also used for multivariate analyses. The abundance data
were first organized into a sample vs species matrix and non-
metric multidimensional scaling (nMDS) ordination was
performed using the Bray and Curtis similarity measure, after
square root transformation. An analysis of similarities by
randomization/permutation tests (One-way ANOSIM) was
performed on the MDS results to assess for differences in the
assemblages putatively related to: i) location (Mercator in the
El Arraiche Field, Meknès and Darwin in the Carbonate
Province); ii) substrate type (wood, alfalfa, carbonate); iii)
immersion period (1 year: 290-446 days; 2 years: 629-631
days). SIMPER analysis (Similarity Percentages – species
contributions) was performed to assess the percentage
contributions of each species to the similarity within, and
dissimilarity between groups of samples.
For the analysis of β-diversity we used a dissimilarity matrix
based on the Bray and Curtis measure after square root
transformation. In order to describe different contributions for
the overall β-diversity, the pairwise comparison values (pwc)
were grouped into different categories: i) pwc between samples
of the same substrate type within the same region; ii) pwc
between samples of different substrate types within the same
region; iii) pwc between samples of the same substrate type in
different regions; iv) pwc between samples of different
substrate types and different regions.
Diversity partitioning was assessed for species richness (S),
Hurlbert’s expected number of species (ES(30)) and Shannon-
Wiener index (H’) and their equivalents for trophic diversity.
The total diversity (γ = α+ β) is partitioned into the average
diversity within samples (α) and among samples (β) and
therefore β-diversity can be estimated by β = γ -α [42,43]. To
extend the partition across multiple scales (β1: within substrate
type; β2: between substrate types; β3: between MV fields), the
smallest sample unit for level 1 are individual samples, while
for the upper levels sampling units are formed by pooling
together the appropriate groups of nested samples. The
diversity components are calculated as βm = γ -αm at the
highest level and βi = αi+1 -αi for each lower level. The additive
partition of diversity is γ = α1 + β1 + β2 + … + βm.
The total diversity can therefore be expressed as the
percentage contributions of diversity in each hierarchical level
[44]. Partitioning was carried out by weighting each sample
according to its respective abundance. Values of αi were
therefore calculated has a weighted average (according to the
abundance of samples pooled in each level).
Results
Composition and structure of the recruited
assemblages
A total of 8497 individuals was recovered in the substrata
enclosed by the 2mm mesh net and ascribed to 111 different
species. Molluscs were the most abundant group (53.5% of the
total number of individuals) followed by crustaceans (29.9%)
and polychaetes (15.3%). However the latter were the most
species rich with 46 species while molluscs and crustaceans
were represented by only 24 species each. Additionally, 141
species were recovered from the external components of the
Table 1. Metadata for the deployment and recovery of the colonization experiments.
  Site coordinates  Deployment  Recovery  DD
Site Samples Depth Latitude Longitude  Cruise-Dive Date  Cruise/Dive Date  (days)
Mercator MV Mer-1y 354 m 35°17.916’N 06°38.709’W  JC10-D28 2007.05.19  64PE284-D8/9 2008.03.02-3  290
Mercator MV Mer-2y 354 m 35°17.916’N 06°38.709’W  JC10-D28 2007.05.19  B09/14b-D01 2009.05.19  631
Meknès MV Mek-1y 698 m 34°59.091’N 07°04.424’W  64PE284-D07 2008.03.01  B09/14b-D03 2009.05.20  446
Darwin MV Dar-2y 1100 m 35°23.523’N 07°11.513’W  JC10-D33 2007.05.21  B09/14b-D02 2009.05.19  629
DD: Deployment duration.
doi: 10.1371/journal.pone.0076688.t001
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colonization devices totalling 171 different species identified
from these experiments (Table S1). All analyses below were
performed using only the fauna enclosed by the net and refer
to a standardised volume equivalent to 1dm3 of initially
deployed substrate.
Substrate type.  Overall organic substrata yielded much
greater average abundances (wood: 1303 ind.dm3 ± 106.4;
alfalfa: 786 ind.dm3 ± 331.3) and number of species (wood:
28-42; alfalfa: 18-31) than the inorganic ones (carbonate: 35
ind.dm3 ± 22.3; 4-19 species) with the highest variability
recorded in the alfalfa assemblages (Table 2; Figure 2). The
wood assemblages always showed relatively low evenness (J’:
0.158-0.651) and were highly dominated by the wood-boring
bivalve Xylophaga dorsalis (up to 90% of the total abundance
in Mercator MV) or by vetigastropod and amphipod bacterial
grazers (Copulabyssia sp. and Seba aloe in Meknès and
Darwin MVs) while the alfalfa assemblages showed higher
variability in dominance, and in trophic structure (Table 2,
Figures 2 and 3). The carbonate assemblages were formed by
a very low number of individuals showing high evenness (J’:
0.606-1.000) but no clear trend in the dominant species. There
was however preponderance for a fauna (e.g. hydrozoans,
ophiuroids) relying upon epibenthic food sources. The
significance of differences related to substrate type is
supported by the ANOSIM results (Global R: 0.294; P: 3.3%).
The subsequent pairwise comparisons also show low P values
for differences between wood and carbonate assemblages and
between alfalfa and carbonate although they are statistically
significant only in the first case (Table 3). The dominant
species in the organic substrata (the bivalves X. dorsalis, and
Idas modiolaeformis, the vetigastropod Copulabyssia sp., the
amphipods S. aloe and Orchomene grimaldii and the
polychaete Mellinopsis sp.) are the main contributors for the
dissimilarity between the assemblages of different substrate
types retrieved by the SIMPER analysis (Table S2).
Site-related differences.  The most striking feature of site-
related patterns is that the recruited assemblages in Mercator
MV (El Arraiche Field) show much higher variability than the
two deeper mud volcanoes combined (Meknès and Darwin
from the Carbonate Province). This applies to all abundance,
diversity and evenness indicators (Table 2) and to the
taxonomic and trophic structure of the assemblages from
organic substrata (Figures 2 and 3) which are very similar in
Meknès and Darwin MVs, whether they are from alfalfa or from
wood. Also the k-dominance curves (Figure 4) show variability
in Mercator MV and consistency in Meknès and Darwin MVs. In
the Carbonate Province mud volcanoes the k-dominance
curves are all overlapping (including the one representing
Table 2. Abundance and biodiversity data for individual and pooled samples.
Sample n A SE S H’ J’ k1 First dominant ES(30) ES(100)
  (ind.dm-3)     (%)    
Mer1W 1 1369 — 42 1.54 0.413 57.9 Xylophaga dorsalis 6.7 11.6
Mer2W 1 1506 — 33 0.55 0.158 90.4 Xylophaga dorsalis 3.4 6.9
Mer1A 1 897 — 18 0.99 0.344 70.9 Orchomene grimaldii 4.3 6.9
Mer2A 1 43 — 21 2.72 0.894 16.3 Melinnopsis sp. 16.5 —
Mek1W 1 1332 — 28 1.82 0.545 38.1 Copulabyssia sp. 7.1 11.7
Dar2W 1 1004 — 29 2.19 0.651 27.6 Copulabyssia sp. 9.1 14.3
Mek1A 1 577 — 25 1.66 0.515 44.0 Copulabyssia sp. 6.7 11.8
Dar2A 1 1628 — 31 2.29 0.668 29.1 Seba aloe 10.1 14.9
Mer1C 1 9 — 7 1.89 0.971 22.2 Capitellidae sp05 — —
Mer2C 1 100 — 19 1.79 0.606 51.0 Gnathia sp. 9.0 19.0
Mek1C 1 4 — 4 1.39 1.000 40.0 Leocrates atlanticus — —
Dar2C 1 26 — 14 2.27 0.859 26.9 Mesotanais pinguiculus — —
EAW 2 1438 68.5 60 1.20 0.292 74.9 Xylophaga dorsalis 5.9 11.5
EAA 2 470 427.0 36 1.24 0.347 67.7 Orchomene grimaldii 5.5 10.4
CPW 2 1168 164.0 42 2.08 0.557 33.6 Copulabyssia sp. 8.6 14.7
CPA 2 1103 525.5 41 2.22 0.597 28.6 Seba aloe 9.6 14.9
EAC 2 54.5 45.5 21 1.95 0.640 47.7 Gnathia sp. 9.9 20.0
CPC 2 15 11.0 17 2.50 0.881 22.6 Mesotanais pinguiculus 17.0 17.0
W 4 1303 106.4 74 2.20 0.511   9.8 17.2
A 4 786 331.3 66 2.51 0.599   11.1 18.3
C 4 35 22.3 35 2.53 0.712   13.3 28.5
EA 6 654 282.4 78 1.68 0.386   7.3 14.5
CP 6 762 275.9 69 2.25 0.532   9.6 16.1
All 12 708 188.9 111 2.60 0.553   11.5 20.6
n number of samples pooled; A: abundance; SE: standard error; S: species richness; H’: Shanon-Wienner diversity; J’Pielou’s evenness; k1: abundance contribution of the
first dominant species; ES(30) and ES(100): Hulbert’s expected number of species per 30 and 100 individuals, respectively; Mer: Mercator MV; Mek: Meknès MV; Dar: Darwin
MV; 1: 1-year immersion; 2-2-year immersion; W: wood; A: alfalfa; C: carbonate; EA: El Arraiche Field; CP: Carbonate Province.
doi: 10.1371/journal.pone.0076688.t002
Colonization of Deep-Sea Organic Falls
PLOS ONE | www.plosone.org 5 October 2013 | Volume 8 | Issue 10 | e76688
carbonate assemblages) with a 10% distance between Darwin
and Meknès assemblages. Site-related differences are
statistically supported by the ANOSIM Global test (R: 0.369; P:
1.9%) and the subsequent pairwise tests also confirm the
differences between Mercator MV and the two Carbonate
Province mud volcanoes as well as the similarity of the latter
(Table 3). Again, changes in the abundance of dominant
species (X. dorsalis and O. grimaldii in Mercator and
Copulabyssia sp., S. aloe, I. modiolaeformis and Mellinopsis
sp. in the Carbonate Province) are the main contributors to
explain site-related differences in the recruited assemblages
(SIMPER analysis, Table S3).
Duration of the immersion period.  Colonization rates of
the carbonate substrate were very low despite a 2- to 3-fold
increase in the number of species and a 6- to 10 fold increase
in the abundance from one to two years of immersion (Table 2,
Figure 2). In the Carbonate Province the assemblages from
organic substrata showed little variation in composition and
structure irrespective of the duration of the immersion period: a
slightly higher number of species was recorded in Darwin MV
(2 years) than in Meknès MV (1 year); abundance in alfalfa was
higher in Darwin MV than in Meknès MV but the opposite
situation was observed in the colonization of wood. The most
drastic changes were observed in the colonization of alfalfa in
Mercator MV. During the first year this substrate was heavily
colonized by small amphipods: scavenger lysianassids (O.
grimaldii) which are known to feed opportunistically on
phytodetritus, and predator calliopids (Leptamphopus sp122).
After two years the majority (ca. 90%) of the substrate was
consumed and could no longer sustain these amphipods,
leading to a sharp decrease in abundance and to a trophic
composition much closer to the one found in the inorganic
substrata (Figures 2 and 3). The wood substrate in Mercator
MV was also considerably degraded by the action of the wood-
boring bivalves X. dorsalis. After 2 years ca. 60% of the
substrate was consumed and the assemblage tended to a
Figure 2.  Species richness (bottom) and abundance (top) of the assemblages recruited in the different
experiments.  Numbers refer to 1 dm3 of initially deployed substrate. EA: El Arraiche field; CP: Carbonate Province; W: wood; A:
alfalfa; C: carbonate; Mer: Mercator MV; Mek: Meknès MV; Dar: Darwin MV; 1: one year deployment; 2: 2 years deployment.
doi: 10.1371/journal.pone.0076688.g002
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higher taxonomical and trophic dominance. The low
colonization by xylophagainae bivalves and lysianassid
amphipods may explain the low level of degradation of the
organic substrata in the deeper mud volcanoes (10-30% of the
material was consumed). Changes in the composition and
structure of the assemblages in relation to the duration of the
immersion period were not consistent across different
substrates or study regions and consequently the results of the
ANOSIM test (Table 3) were not statistically significant. High
numbers of recently settled recruits of limpets (Coccopigya sp.
and Copulabyssia sp.) and bivalves (X. dorsalis and I.
modiolaeformis) were observed. The permanence of the
organic substrata over the experimental period of 2 years
allowed the establishment of demographically viable
populations of the dominant species - ovigerous females were
frequent among amphipod populations, large xylophagainae
bivalves included adult females with the associated dwarf
males and mytilid bivalves were sexually mature (A. Hilário
pers. observ. from histological slides).
Influence of the background fauna.  Overall 25% of the
recruited species in the colonization experiments had not yet
been reported from previous sampling in the study region. The
Figure 3.  Trophic structure of the assemblages recruited in the different experiments: species richness and abundance of
the different trophic groups.  Symb: symbiotic; Ep: epibenthic feeding; Sr: surface feeding; Ss: sub-surface feeding; Pa: sectorial
parasites; Su: suspension feeders; De: deposit feeders; Dt: detritivores; Gr: bacterial grazers; Gr(w): wood-specialist bacterial
grazers; Pr(mei): predators feeding on meiofauna; Pr(mac): predators feeding on macrofauna; Pr(zoo): predators feeding on
zooplankton; Sc: scavengers; Om: Omnivores (detailed information in Table 1). EA: El Arraiche field; CP: Carbonate Province; W:
wood; A: alfalfa; C: carbonate; Mer: Mercator MV; Mek: Meknès MV; Dar: Darwin MV; 1: one year deployment; 2: 2 years
deployment.
doi: 10.1371/journal.pone.0076688.g003
Colonization of Deep-Sea Organic Falls
PLOS ONE | www.plosone.org 7 October 2013 | Volume 8 | Issue 10 | e76688
new occurrences (Table S1) were mainly omnivore
polychaetes (including a complex of Ophryotrocha species)
Table 3. Results of the ANOSIM one-way analysis for
global and pairwise tests for location (ANOSIM test 1),
substrate type (ANOSIM test 2) and duration of the










ANOSIM test 1     
Global test     
Mud volcano 0.369 9240 (a) 180 1.9%*
Pairwise tests     
Mercator vs
Meknès 0.481 84 (a) 2 2.4%*
Mercator vs
Darwin 0.543 84 (a) 1 1.2%*
Meknès vs Darwin 0.000 10 (a) 5 50.0% ns
ANOSIM test 2     
Global tests     
Substrate 0.294 5775 (a) 191 3.3%*
Pairwise tests     
Wood vs Alfalfa -0.031 35 (a) 23 65.7% ns
Wood vs
Carbonate 0.589 35 (a) 1 2.9%*
Alfalfa vs
Carbonate 0.328 35 (a) 4 11.4% ns
ANOSIM test 3     
Global test     
1 year vs 2 years -0.035  462 (a) 250 54.1% ns
(a) all possible permutations; * significant; ns: not significant.
doi: 10.1371/journal.pone.0076688.t003
and amphipods (small lysianassids), bacterial grazers
(cocculinid gastropods, vetigastropods, the polychaete
Raricirrus beryli), symbiotic xylophagainae (X. dorsalis,
Xyloredo sp.) and mytilid bivalves (I. modiolaeformis), and a
few predator and scavenger species (polychaetes, gastropods
and lysianassid amphipods). The trophic groups that showed
the lowest contributions from background fauna (Table S1)
were omnivorous (25%), symbiotic (40%), grazers (40%),
scavengers (50%). There were no new occurrences in the
carbonate substrata after 1 year and only very few individuals
of 1-2 species after 2 years. In contrast the organic substrata in
Meknès and Darwin MVs recruited up to 15 new occurrences
each, accounting for 36-52% of the species and 50-65% of the
abundance. In Mercator MV new occurrences in the organic
substrata were represented by fewer species (24-45%) but
accounted for over 90% of the abundance. The exception was
the alfalfa substrate after two years of immersion which
showed a much higher relative contribution of the background
fauna approaching the composition observed in the inorganic
substrate (Figure 5).
Relevance of chemosymbiosis.  Mercator MV was
scarcely colonized by chemosymbiotic species (less than 1% of
total abundance) independently of the substrate. In Meknès
and Darwin MVs the abundance of chemosymbiotic species
was considerable higher. Solemyidae were represented by only
a few very small recruits but Idas modiolaeformis reached 12%
of the total abundance in both organic substrates at Darwin MV
and slightly higher values at Meknès MV (17 and 13% in wood
and alfalfa, respectively). The presence of chemosymbiotic
bivalves (Mytilidae and Solemyidae) was therefore recorded in
organic substrates at the three mud volcanoes and while
solemyids are part of the known local mud volcano fauna I.
modiolaeformis is a new occurrence for this study area.
Despite the high contribution of the mud volcanoes’
heterotrophic fauna for the colonization of the deployed
Figure 4.  k-dominance curves of the assemblages recruited in the different experiments deployed in the El Arraiche field
(left) and the Carbonate Province (right).  Mer: Mercator MV; Mek: Meknès MV; Dar: Darwin MV; 1: one year deployment; 2: 2
years deployment; W: wood; A: alfalfa; C: carbonate.
doi: 10.1371/journal.pone.0076688.g004
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substrata the recruitment of local chemosymbiotic fauna was
extraneous. Frenulate siboglinids are represented by several
species in all studied sites but only one specimen occupying a
2cm long tube was found in the alfalfa sample from Meknès
MV. Solemyid bivalves are known to occur in the three mud
volcanoes (Solemya sp. in Mercator and Acharax sp. in
Meknès and Darwin) and only a few specimens were found in
the organic substrata. With the exception of one specimen
found in alfalfa (Mer1), the solemyid bivalves (up to 13 ind. in
Mek1-Alfalfa) were recently settled recruits with few or no signs
of shell growth. Although Darwin MV sustains a living
population of “Bathymodiolus” mauritanicus, molecular
analyses made to a random selection of mytilid specimens
recruited in the deployed substrata matched them all to Idas
modiolaeformis [45].
Diversity partitioning
Patterns of α-diversity are illustrated by the rarefaction
curves (Figure 6) which confirm the high variability of the
assemblages in Mercator MV contrasting with the consistency
in the assemblages from the two mud volcanoes of the
Carbonate Province (Figure 6 A-B). When the samples are
pooled per substrate type, the rarefaction curves for wood and
alfalfa colonization are almost completely overlapping while the
carbonate assemblage shows higher biodiversity (steeper
slope) despite the low rate of colonization (Figure 6 C). The
curves for the samples pooled by region are initially steep and
overlapping; the biodiversity is slightly higher in the Carbonate
Province for low numbers of individuals (n) but the rarefaction
curve saturates more rapidly diverging (after n=200 ind., Figure
Figure 5.  Relative contributions of background taxa and new occurrences to the species richness (bottom) and
abundance (top) of the assemblages recruited in the different experiments.  EA: El Arraiche field; CP: Carbonate Province; W:
wood; A: alfalfa; C: carbonate; Mer: Mercator MV; Mek: Meknès MV; Dar: Darwin MV; 1: one year deployment; 2: 2 years
deployment. U: unassigned; LB: local background; RB: regional background; NR: new records (detailed information in Table 1).
doi: 10.1371/journal.pone.0076688.g005
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6 D) towards lower ES values than in Mercator MV (El Arraiche
field).
The observed β-diversity (Figure 7) was lowest within
assemblages from organic substrates deployed in the same
region (average Bray and Curtis dissimilarity: 48-69%) and
generally higher (81-96%) between assemblages from different
regions. Nevertheless, comparisons between organic and
inorganic substrata also yielded high dissimilarity values even
within the same region (90-91%). The β-diversity patterns in
taxonomic and trophic diversity were similar but with lower
values (about 10-20% lower) in the latter.
Partitioning of diversity (Figure 8) is also similar in the
taxonomic and trophic structure of the assemblages except for
the number of species (S) and trophic guilds (TG). The
contribution of α-diversity is rather low in terms on number of
species and much higher in terms on number of trophic guilds
meaning that even at the sample scale a relatively large
number of different trophic groups is represented, and ensured,
by a limited array of different species (i.e. there is a trophic
coherence of the assemblages on a very small scale). The β-
diversity associated with differences in substrate type (β2) and
region (β3) is much higher for S than for TG because different
species in different substrata and regions cover the same
range of trophic guilds. For the indices related to community
structure (H’ and ES(30)/ETG(30)) the diversity partition is similar
for species and trophic guilds (differences of about 1%)
because the effect of the few dominant species is mirrored by
the effect of dominant trophic guilds. In the case of H’ and
ES(30), α-diversity makes most of the contribution to the global
observed diversity suggesting some structural integrity (both
taxonomic and trophic) of the assemblages at the small spatial
scale (on average, about 60% of the total structural diversity is
represented in each individual sample). Also important is the
diversity explained by differences in H’ and ES(30) between the
two regions (β3: ca. 25%) which is higher than the one
explained by differences within or between substrate types
altogether (β1: 4-6% and β2: 8-10%). This pattern is linked to
the consistency in community structure, irrespective of the
Figure 6.  Comparison of rarefaction curves (Hurlbert’s expected number of species) for the assemblages assemblages
recruited in the different experiments deployed in the El Arraiche field (A) and the Carbonate Province (B), pooled by
substrate type (C) and pooled by sub-region (D).  EA: El Arraiche field; CP: Carbonate Province; W: wood; A: alfalfa; C:
carbonate; Mer: Mercator MV; Mek: Meknès MV; Dar: Darwin MV; 1: one year deployment; 2: 2 years deployment.
doi: 10.1371/journal.pone.0076688.g006
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substrate type, observed in Meknès and Darwin MVs
(Carbonate Province) contrasting with the higher dominance
and more variable features of Mercator MV assemblages (see
also k-dominance curves in Figure 4).
Discussion
Faunal assemblages and temporal persistence of small
organic falls
For organic falls to fulfil the role of bridging dispersal over
otherwise large distances, a fundamental prerequisite would be
that they persist long enough to enable growth and
reproduction of their inhabitants. Temporal persistence is tightly
related to the amount and lability of the substrate which will
also determine the rate of ecological succession and
associated species turnover. More labile organic material (e.g.
kelp) is scavenged by invertebrates and decomposed by
microbes at much higher rates than wood falls of similar mass
[16]. The occurrence of a sulphophilic phase in the organic-falls
succession can last for at least 5 to 6.8 years at wood and
whale falls but it is much briefer at more labile falls (e.g. 0.5
years at kelp falls) [17]. In the Gulf of Cádiz experiments, the
occurrence of a sulphophilic phase was only supported by
indirect evidence - darkened sediment patches beneath the
devices owing to the release of particulate organic material
were observed during recovery in all cases (either after 1 or 2
years). However, measurements obtained from replicate
experiments in the Nile Fan cold seeps indicate that at least
micromolecular concentrations of sulphide may be produced
along with the decay of organic matter [22]. Moreover, a strain
of sulphate reducing bacteria was isolated from the
experimental wood cubes and cultivated under laboratory
conditions [46].
As expected, substrate consumption was faster in alfalfa
than in wood, and in shallower than in deeper sites but in most
Figure 7.  β-diversity analysis for species (top) and trophic groups (bottom) based on Bray-Curtis dissimilarity between all
possible pairs of individual samples.  Blue dots show the value of each pairwise comparison and black squares are the averages
for each category. W: wood; A: alfalfa; C: carbonate.
doi: 10.1371/journal.pone.0076688.g007
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cases a large amount of the initially deployed volume of
substrata remained after 1 to 2 years. The decay of organic
matter constitutes a decrease in habitat suitability for organic-
fall specialists therefore leading to a decline in the abundance
of these species and ultimately their local extinction. The 2-
year old alfalfa assemblage at Mercator MV shared many
similarities with the one in the carbonate experiments which
served as a control for physical availability of un-colonized
surface without input of organic matter. This is in agreement
with the observation that a gradual re-colonization by
background species occurs when the labile substrate is
consumed [17].
In general, most deep-sea organisms are deposit feeders
[47], but in the deployed organic substrata we observed a high
number of species including various specialist taxa and
assemblages with a complex trophic structure. The available
organic matter and bacterial biomass favours increased
contributions of grazers putatively feeding on free-living
bacteria, opportunist detritus feeders and omnivores. The high
density assemblages are also able to support higher trophic
levels including carnivores and scavengers. Stable isotope
analyses showed that, even at relatively shallow water depth
where the euphotic zone supplies abundant food, the materials
derived from organic falls sustain a unique heterotrophic food
web [48].
Persistence over time of the small organic falls was sufficient
to allow growth, sexual maturity and reproduction in specialized
and/or opportunistic taxa. Species quicker to exploit any vacant
patches that become available in the environment, colonizing
and reproducing before other species, may easily become
dominant. In the case of Xylophagainae and lysiannasid
amphipods, they also consume the substrata leading to a
relatively short succession but, on the other hand, they
breakdown refractory organic materials into more readily
available food sources (e.g. faecal pellets) thus facilitating
colonization by other species [24,49,50].
Wood-boring bivalves appear particularly well adapted for
this fugitive lifestyle as demonstrated by the high settlement
observed only after two weeks in wood deployed in Eastern
Mediterranean [22]. High population densities, high
reproductive rates, early maturity, rapid growth, and inferred
planktotrophic larval development make these bivalves classic
examples of species with an apparent ease of dispersal and
able to utilize transient habitats [49,51,52]. Protandric
hermaphroditism (also observed in Idas modiolaeformis (A.
Hilário pers. observ.) [53], and the occurrence of dwarf males
[52,54] are other reproductive traits enhancing fertilization
success, and therefore potentially advantageous for species
living in ephemeral habitats. In fact, the higher incidence of
dwarf males in the deep-water species of Xylophaga may have
evolved as an adaptation to the more sporadic distribution of
woody substrata at greater depths [52].
The co-occurrence of adults and a high number of recently
settled recruits of limpets (Coccopigya sp. and Copulabyssia
sp.), bivalves (X. dorsalis and I. modioliformis) and amphipods
(O. grimaldii) suggests successive settlement events. Both
widespread dispersal (enabling high rates of habitat
occupancy) and self-recruitment owing to local larval retention
(enabling high local abundances and population persistence)
are possible over ecologically significant time-scales in
planktotrophic and lecithotrophic dispersers
[55,56,57,58,59,60]. In fact, by determining dispersal
Figure 8.  Partition of taxonomic (left) and trophic (right) diversity for different indices.  S: number of species; H’: Shannon-
Wiener diversity (ln-based); ES(30): Hurlbert expected number of species per 30 individuals; TG: number of trophic groups;
ETG(30) Hurlbert expected number of trophic groups per 30 individuals; β1: β-diversity within same substrate and same sub-region;
β2: β-diversity between different substrata in the same sub-region; β3: β-diversity between sub-regions.
doi: 10.1371/journal.pone.0076688.g008
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probability and propagule pressure, fecundity may be the
primary driver of the abundance–occupancy relationship in
many marine macroinvertebrates [61]. Clearly, species with
different development modes may be successful in colonizing
organic falls reaching high abundances and high rates of
habitat occupancy. In the Gulf of Cádiz, this is the case of
cocculinid and pseudococculinid limpets which have a non-
feeding larval dispersal phase [60,62], and, to a lesser extent,
lysianassid amphipods which are brooders. Seemingly,
Lecithotrophic development is apparently not a major
impediment to relatively long-distance dispersal
[55,52,57,58,59,60]. Yet, the availability and isolation of habitat
patches may become more relevant for brooders, as their
ability to colonize transient habitats is often limited by the
foraging range of adults, particularly ovigerous females (e.g.
lysianassid amphipods) [63].
Depth and/or site related variability in small organic
falls
The β-diversity patterns and diversity partitioning in the Gulf
of Cádiz experiments suggests that there is a significant effect
of location and presumably water depth in the colonization of
organic substrata. In fact, β-diversity associated with location
contributed more to the overall biodiversity than the β-diversity
associated with substrate type but this result must be
interpreted in the limited geographical context of our
experiments. When viewed in conjunction with the data from
the Mediterranean, Mid-Atlantic Ridge and Norwegian margin
[22], many commonalities arise among the wood assemblages
across geographical regions, while the alfalfa assemblages
show higher dissimilarity and may be more strongly affected by
local conditions. Moreover, the overall background context
appears to provide an upper threshold for the biodiversity of the
recruited assemblages. When compared to the study by
Gaudron et al. [22] who reported a total of 33 taxa (for the three
geographical areas), a much greater species richness (over
100 species) was recorded in the Gulf of Cádiz, a region with
documented high biodiversity [35].
Depth-related changes in the abundance, biodiversity and
composition of faunal assemblages from reducing
environments are still poorly known [34,35] and for organic falls
the available information is even more limited. A recurrent
pattern in cold seeps and hydrothermal vents is the decreasing
permeability to the penetration of background species, a higher
degree of novelty in the fauna, and often a greater variability in
the composition and structure of the assemblages with
increasing depths [35,64,65]. Nonetheless, faunal
assemblages in cold seeps do not seem to follow a predictable
depth-related diversity trend and they are influenced by site-
specific intricate effects of water depth and relevant changes in
the oceanographic and geologic settings [35].
Similarly to other reducing environments, there was a higher
degree of novelty (new occurrences and specialist species) in
the organic substrata deployed in the deeper region (700-1000
m) than in the shallower one (350 m). However, the
assemblages displayed more variability and higher rates of
colonization by typical organic-fall species in the shallower than
in the deeper sites the assemblages. In the shallower site,
Xylophaga dorsalis in wood, and lysianassid amphipods in
alfalfa were highly dominant (up to 90% of the total abundance)
while at the deeper sites (well within their known bathymetric
ranges) their colonization rates were irrelevant and the
dominance was more evenly shared by several species fading
away the dissimilarities between substrate types and location.
Lysianassid amphipods were also absent or showed low
abundances in the alfalfa experiments deployed in deep-water
cold seeps (1200-2300 m) from the Nile Deep-sea Fan and the
Håkon Mosby MV (Gaudron pers. com.) [22]; here again the
dominant species were gastropod grazers and the
assemblages showed higher evenness. Nevertheless, the
greater depth of these locations did not hinder the colonization
by wood-boring bivalves which reached extremely high
dominance in the wood experiments.
The exclusion of lysianassid scavengers has a significant
impact on ecosystem functioning by preventing the rapid
recycling of organic falls [66]. Our results suggest that the
settlement success of lysianassids in alfalfa as well as wood
borers in wood may determine not only the rate of succession
but also the coexistence of species and the resulting
community structure. It is expected that, as the ecological
succession progresses, species coexistence is favoured by
intermediate levels of disturbance but this principle is a
moderate-to-high settlement phenomenon [67]: coexistence is
possible at sufficiently low settlement even without the aid of
disturbance, and at high settlement, a dominant with greater
benthic ability may exclude the subordinate at all levels of
disturbance. The differences observed in the structure of the
assemblages may be thus interpreted as resulting from the
intensity of settlement, and ultimately propagule pressure, of
organic-fall specialists at different depths or locations. If a
widespread (although patchy) occurrence of coastal-derived
wood and other phytodetritus is hypothesized, than propagule
pressure of their typical inhabitants may be a function of
distance from the shore, more than a function of depth. This
seems to hold true for the results obtained by Gaudron et al.
[22] who reported colonization rates after one year in the
following sequence Mid-Atlantic Ridge < Nile Deep-sea Fan <
Håkon Mosby MV. However the relationship between
propagule pressure and distance from shore is a simplistic
assumption as it underestimates the effects of local and
regional oceanography on dispersal. The processes
determining propagule availability and settlement are a far
more complex interplay of abiotic drivers and biotic
interactions, but irrespective of the causes for the low
settlement of wood-boring bivalves and lysianassid amphipods,
the absence of dominant substrate-consuming species allowed
longer persistence, and apparently led to more even
assemblages. These were still dominated by typical organic-fall
species, but with higher relative contributions of the local
background fauna.
The influence of a cold seepage background
The occurrence of a sulphophilic phase in the organic-fall
succession is essential for the occurrence of chemoautotrophy
and it is the central stage for their resemblance to other deep-
sea reducing environments [17]. The experiments with small
Colonization of Deep-Sea Organic Falls
PLOS ONE | www.plosone.org 13 October 2013 | Volume 8 | Issue 10 | e76688
amounts of organic material deployed in the Gulf of Cádiz, and
in other regions with reducing environments [22], were capable
of sustaining populations of the chemosymbiotic bivalve Idas
modiolaeformis (referred by Gaudron et al. [22] as Idas sp.
Med) in which symbiont acquisition [45] and reproductive
maturity [53] were confirmed. Idas modiolaeformis was also the
only chemosymbiotic metazoan associated with experimental
large wood falls deployed at different distances from the Nile
Deep-sea Fan cold seeps [26]. Species of the genus Idas are
considered as typical organic-fall inhabitants [68,69] although I.
modiolaeformis is also known to occur attached to biogenic and
carbonate substrata in the Mediterranean cold seeps [70]. The
settlement of other chemosymbiotic or mixotrophic bivalves
such as Solemyidae in the Gulf of Cádiz (this study), and
Vesicomyidae and Thyasiridae in the Nile Deep-sea Fan and
Eastern Mediterranean [22] was observed, but only a few very
small individuals were recovered from the organic substrata.
Apparently, none survived the period of high mortality
immediately after settlement, and adults were never found. The
settlement of these bivalves in the experiments, likely to be
sourced by the local mud volcano populations, may be
triggered by the sulphidic conditions developing in the
experiments. However, a putative effect of a chemical cue from
the experimental organic substrata is not supported by the
settlement pattern of Sclerolinum contortum in the experiments
deployed in the Håkon Mosby MV (Norwegian margin) [22]
where this chemosymbiotic tubeworm recruited both in organic
and inorganic substrata. Vestimentiferans, with thiotrophic
symbionts, have been also recorded occasionally in a
shipwreck with an organic cargo [71] and in sediments
containing whalebones, although never ecologically dominant
[72]. These results suggest that chemosymbiotic species
strongly relying on seepage from a sedimentary environment
will not be able to thrive in association with small organic falls.
More than the low concentrations of sulphide which may be
produced by the deployed organic substrata, it is the natural
occurrence of sulphide in the surrounding setting of the
experiments that explains the settlement of tubeworms in
Håkon Mosby MV. Sulphide concentrations at different
experimental locations may also provide an explanation for
differences in lysianassid colonization as they were only
dominant in the alfalfa assemblages at Mercator MV where the
seepage is mild [35]. Although lysianassids can tolerate
reduced environments, they require daily migrations to better
oxygenated waters for recovery of routine metabolic rates and
removal of sulphide and acidic end-products of anaerobic
metabolism [73]. The 2 mm mesh net enclosing the
experimental substrata is an obstacle for such migrations and
would probably affect their survival under higher local sulphide
concentrations.
The capability of animals to live in the presence of sulphide
has been proven in many aquatic species with well-developed
detoxification metabolism [74] although evidence for deep-sea
species remains scarce. At the Eel river methane seeps,
dorvilleid polychaetes (Ophryotrocha spp.) thrived at sulphide
concentration over 10 mM but most infaunal taxa avoided
concentrations over 1 mM [75]. Some trophic groups such as
bacterial grazers and deposit-feeders or omnivores that rely on
bacterial biomass for their nutrition are likely to be exposed to
higher sulphide concentrations and may develop physiological
or behavioural adaptations. In what concerns heterotrophic
species it is clear that sulphide tolerance is an advantage for
colonizing reducing environments [17] and a favourable
foundation for the putative similarity of their faunas. Almost all
the deposit feeders found in our experiments were also known
from the mud volcano sediments but, on the other hand,
omnivores (including Ophryotrocha species) and bacterial
grazers were two of the trophic groups with the highest
percentage of new occurrences. In fact, typical organic-fall taxa
were always dominant in the assemblages of the experimental
organic substrata despite the surrounding cold seep setting.
The non-experimental study of a whale fall in the Monterey
Canyon [76] provides alternative evidence for limited influence
(if any) of seep proximity. In this whale fall the assemblage
shared no species with the nearby cold-seeps located only 300
m away.
Conclusion
Small organic falls are probably ubiquitous and therefore the
distance between colonizable transient patches of reducing
conditions may be short (100s to 1000s m), and reachable by
taxa with relatively low dispersal capabilities. Small volumes of
organic material can sustain assemblages that are trophically
coherent for time periods that allow growth to reproductive
maturity, and potential succession of one or more generations
of the dominant species. For that reason, they may act as
stepping stones for fugitive species, mainly organic-fall
specialists and opportunists. They may also represent islands
of food resources contributing to increase locally the population
densities of many deep-sea background species.
The composition and structure of the organic-fall
assemblages rely on the regional and local availability of
propagules and hence they show variability consistent with
their biogeographic and bathymetric contexts. However, the
proximity of cold seeps has limited influence on the recruitment
of organic falls, and does not lead to a meaningful increase of
the similarity between the assemblages of these two habitats.
Despite the phylogenetic and trophic commonalities of different
reducing environments, organic falls sustain a distinctive fauna
which includes dominant substrate-specific taxa (from
phytodetritus, wood, animal carcasses). There may be a critical
size of organic falls necessary to create sufficiently intense and
persistent reducing conditions to sustain typical vent and seep
chemosymbiotic fauna; small organic falls below this critical
size, may be therefore unable to ensure population connectivity
of such taxa.
In patchy environments, such as organic falls, where food
sources are diverse and habitat patches differ in their
productivity, adaptive mechanisms leading to ecological
polymorphism or niche differentiation may be favoured by rapid
population growth and generation succession. Non-adaptive
allopatric mechanisms may further include the founder effect
(small isolates create starting gene pools for incipient species)
and genetic drift of small populations, but sympatric
hybridization should not be discarded when incipient species
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come together in a habitat patch. Evidence on multiple
invasions of cold seeps and radiation via specialization and
resource partitioning is provided for the genus Ophryotrocha
[77,78]. This sulphide-tolerant polychaete is often represented
by several sympatric species either in shallow reducing
environments, deep-water seeps, or in different types of
organic falls [14,77,79,80]. Bathymodiolin mussels [68],
Osedax boneworms [81,82] and Xylophagainae wood borers
[52,83,84,85] are other examples of organic-fall inhabitants
with a remarkable number of species but only the mussels are
represented in other reducing environments.
The widespread patchy distribution of organic falls and the
transient nature of their fauna are a fertile ground for speciation
involving both adaptive and non-adaptive mechanisms in a
relatively short evolutionary time. Irrespective of the debate on
the origin and chronology of the modern fauna of reducing
environments, organic falls may be a recurrent source of
evolutionary candidates for the colonization of these deep-sea
habitats. Although the role of organic falls in currently bridging
dispersal between different types of chemoautotrophy-based
assemblages remains controversial, their part in the adaptation
and evolution of deep-sea fauna is indisputable.
Supporting Information
Text S1.  Environmental and biological characterization of
the three study sites.
(DOCX)
Figure S1.  Location of the three study sites (Mercator,
Meknès and Darwin mud volcanoes) in the Gulf of Cádiz.
Black dots show the position of other mud volcanoes in the
region.
(TIF)
Table S1.  List of the taxa identified from the colonization
experiments (CHEMECOLI) deployed in the Gulf of Cádiz.
Classification according to the World Register of Marine
Species (www.marinespecies.org accessed May 2013). The
taxa in blue were found only in the external parts of the
CHEMECOLI. The occurrence of new records (in bold) and
background fauna in the substrata enclosed by the 2mm mesh
net is shown for each sub-region (El Arraiche, Carbonate
Province) and substrate type (wood, alfalfa, carbonate). Each
taxon was assigned to one of 20 different trophic groups.
(DOCX)
Table S2.  Breakdown of percentual contributions from
SIMPER analysis for comparisons between mud
volcanoes: Mercator (Mer); Meknès (Mek) and Darwin
(Dar). The taxa listed contribute at least 1.5%. Numbers in bold
mark the six dominant species at each site.
(DOC)
Table S3.  Breakdown of percentual contributions from
SIMPER analysis for comparisons between substrate
types: wood (W), alfalfa (A) and carbonate (C). The taxa
listed contribute at least 1.5%. Numbers in bold mark the six
dominant species in each substrate type.
(DOC)
Acknowledgements
Thanks are due to the chief scientists, scientific parties, ROV
teams, officers and crews of the RRS James Cook, RV Pelagia
and RV Belgica for their support during the cruises JC10,
64PE284 and B09/14.
Author Contributions
Conceived and designed the experiments: MRC AH CFR.
Performed the experiments: MRC AH CFR. Analyzed the data:
MRC FLM LG AH CFR. Contributed reagents/materials/
analysis tools: MRC. Wrote the manuscript: MRC FLM LG AH
CFR. Taxonomic identifications: MRC FLM LG CJM AR CFR.
References
1. Distel DL, Baco AR, Chuang E, Morrill W, Cavanaugh CM, et al.(2000)
Do mussels take wooden steps to deep-sea vents? Nature 403:
725-726. doi:10.1038/35001667. PubMed: 10693793.
2. Smith CR, Kuker H, Wheatcroft RA, Jumars PA, Deming JW (1989)
Vent fauna on whale remains. Nature 341: 27–28. doi:
10.1038/341027a0.
3. Kiel S, Goedert JL (2006) Deep-sea food bonanzas: early Cenozoic
whale-fall communities resemble wood-fall rather than seep
communities. Proc R Soc Lond B 273: 2625-2631. doi:10.1098/rspb.
2006.3620. PubMed: 17002948.
4. Fagervold SK, Galand PE, Zbinden M, Gaill F, Lebaron P, et al. (2012)
Sunken woods on the ocean floor provide diverse specialized habitats
for microorganisms. FEMS Microbiol Ecol 82: 616–628. doi:10.1111/j.
1574-6941.2012.01432.x. PubMed: 22703298.
5. Yücel M, Galand PE, Fagervold SK, Contreira-Pereira L, Le Bris N
(2013) Sulfide production and consumption in degrading wood in the
marine environment. Chemosphere 90: 403–409. doi:10.1016/
j.chemosphere.2012.07.036. PubMed: 22921659.
6. Stockton WL, DeLaca TE (1982) Food fall in the deep sea: Occurrence,
quality, and significance. Deep Sea Res 29: 157–169. doi:
10.1016/0198-0149(82)90106-6.
7. Duggins DO, Simenstad CA, Estes JA (1989) Magnification of
secondary production by kelp detritus in coastal marine ecosystems.
Science 245(4914): 170–173. doi:10.1126/science.245.4914.170.
PubMed: 17787876.
8. Vetter EW, Dayton PK (1999) Organic enrichment by macrophyte
detritus and abundance patterns of megafaunal populations in
submarine canyons. Mar Ecol Prog Ser 186: 137–148. doi:10.3354/
meps186137.
9. West AJ, Lin CW, Lin TC, Hilton RG, Liu SH et al. (2011) Mobilization
and transport of coarse woody debris to the oceans triggered by an
extreme tropical storm. Limnol Oceanogr 56: 77–85. doi:10.4319/lo.
2011.56.1.0077.
10. Vetter EW (1994) Hotspots of benthic production. Nature 372: 47. doi:
10.1038/372047a0.
11. Vetter EW, Dayton PK (1998) Macrofaunal communities within and
adjacent to a detritus-rich submarine canyon system. Deep Sea Res II
45: 25–54. doi:10.1016/S0967-0645(97)00048-9.
12. Blair NE, Aller RC (2012) The fate of terrestrial organic carbon in the
marine environment. Annu. Rev Mar Sci 4: 401–423. doi:10.1146/
annurev-marine-120709-142717.
13. Smith CR, De Leo FC, Bernardino AF, Sweetman AK, Martinez Arbizu
P (2008) Abyssal food limitation, ecosystem structure and climate
change. Trends Ecol Evol 23(9): 518–528. doi:10.1016/j.tree.
2008.05.002. PubMed: 18584909.
Colonization of Deep-Sea Organic Falls
PLOS ONE | www.plosone.org 15 October 2013 | Volume 8 | Issue 10 | e76688
14. Smith CR, Baco AR (2003) Ecology of whale falls at the deep-sea floor.
Oceanog Mar Biol. Annu Rev 41: 311–354.
15. Treude T, Smith CR, Wenzhöfer F, Carney E, Bernardino AF et al.
(2009) Biogeochemistry of a deep-sea whale fall: sulfate reduction,
sulfide efflux and methanogenesis. Mar Ecol Prog Ser 382: 1–21. doi:
10.3354/meps07972.
16. Bernardino AF, Smith CR, Baco AR, Altamira I, Sumida PYG (2010)
Macrofaunal succession in sediments around kelp and wood falls in the
deep NE Pacific and community overlap with other reducing habitats.
Deep Sea Res I 57: 708–723. doi:10.1016/j.dsr.2010.03.004.
17. Bernardino AF, Levin LA, Thurber AR, Smith CR (2012) Comparative
composition, diversity and trophic ecology of sediment macrofauna at
vents, seeps and organic falls. PLOS ONE 7(4): e33515. doi:10.1371/
journal.pone.0033515. PubMed: 22496753.
18. Smith CR (1985) Food for the deep-sea: utilization, dispersion and flux
of nekton falls at the Santa Catalina Basin floor. Deep Sea Res 32:
417–442. doi:10.1016/0198-0149(85)90089-5.
19. Turner RD (1977) Wood, mollusks and deep-sea food chains. Bull Am
Malacol Union 213: 13–19.
20. Wolff T (1979) Macrofaunal utilization of plant remains in the deep sea.
Sarsia 64: 117–136.
21. Cayré P, Richer de Forges B (2002) Faune mystérieuse des oceans
profonds. Recherche 355: 59–62.
22. Gaudron SM, Pradillon F, Pailleret M, Duperron S, Le Bris N, Gaill F
(2010) Colonization of organic substrates deployed in deep-sea
reducing habitats by symbiotic species and associated fauna. Mar
Environ Res 70: 1-12. doi:10.1016/j.marenvres.2010.02.002. PubMed:
20334908.
23. Samadi S, Corbari L, Lorion J, Hourdez S, Haga T et al. (2010)
Biodiversity of deep-sea organisms associated with sunken-wood or
other organic remains sampled in the tropical Indo-Pacific. Cah Biol
Mar 51: 459-466.
24. Distel DL, Roberts SJ (1997) Bacterial endosymbionts in the gills of the
deep-sea wood-boring bivalves Xylophaga atlantica and Xylophaga
washingtona. Biol Bull 192: 253–261. doi:10.2307/1542719. PubMed:
9145497.
25. Palacios C, Zbinden M, Pailleret M, Gaill F, Lebaron P (2009) Highly
similar prokaryotic communities of sunken wood at shallow and deep-
sea sites across the oceans. Microb Ecol 58: 737–752. doi:10.1007/
s00248-009-9538-4. PubMed: 19547939.
26. Bienhold C, Pop Ristova P, Wenzhöfer F, Dittmar T, Boetius A (2013)
How deep-sea wood falls sustain chemosynthetic life. PLOS ONE 8(1):
e53590. doi:10.1371/journal.pone.0053590. PubMed: 23301092.
27. Jørgensen BB, Boetius A (2007) Feast and famine; microbial life in the
deep-sea bed. Nat Rev Microbiol 5: 770–781. doi:10.1038/
nrmicro1745. PubMed: 17828281.
28. Hoyoux C, Zbinden M, Samadi S, Gaill F, Compère P (2009) Wood-
based diet and gut microflora of a galatheid crab associated with
Pacific deep-sea wood falls. Mar Biol 156: 2421–2439. doi:10.1007/
s00227-009-1266-2.
29. Zbinden M, Pailleret M, Ravaux J, Gaudron SM, Hoyoux C et al. (2010)
Bacterial communities associated with the wood-feeding gastropod
Pectinodonta sp. (Patellogastropoda, Mollusca). FEMS Microbiol Ecol
74: 450-463. doi:10.1111/j.1574-6941.2010.00959.x. PubMed:
20831591.
30. Duperron S, Laurent MCZ, Gaill F, Gros O (2008) Sulfur-oxidizing
extracellular bacteria in the gills of Mytilidae associated with wood falls.
FEMS Microbiol Ecol 63(3): 338-349. doi:10.1111/j.
1574-6941.2008.00438.x. PubMed: 18218025.
31. Hilário A, Capa M, Dahlgren TG, Halanych KM, Little CTS et al. (2011)
New perspectives on the ecology and evolution of siboglinid
tubeworms. PLOS ONE 6(2): e16309. doi:10.1371/journal.pone.
0016309. PubMed: 21339826.
32. Martill DM, Cruickshank ARI, Taylor MA (1995) Speculations on the
role of marine reptile deadfalls in mesozoic deep-sea paleoecology:
comment and reply. Palaios 10: 96–97. doi:10.2307/3515011.
33. Levin LA, Orphan VJ, Rouse GW, Ussler W, Rathburn AE et al. (2012)
A hydrothermal seep on the Costa Rica margin: Middle ground in a
continuum of reducing ecosystems. Proc Royal Soc B 279(1738):
2580-2588.
34. Levin LA, Sibuet M (2012) Understanding continental margin
biodiversity: A new imperative. Annu. Rev Mar Sci 4: 79–112. doi:
10.1146/annurev-marine-120709-142714.
35. Cunha MR, Rodrigues CF, Génio L, Hilário A, Ravara A, et al. (2013)
Macrofaunal assemblages from mud volcanoes in the Gulf of Cádiz:
abundance, biodiversity and diversity partitioning across spatial scales.
Biogeosciences 10: 2553–2568. doi:10.5194/bg-10-2553-2013.
36. Hecker B (1985) Fauna from a cold sulfur seep in the Gulf of Mexico:
comparison with hydrothermal vent communities and evolutionary
implications. Bull Biol Soc Washington 6: 465–473.
37. Macdonald TA, Burd BJ, Macdonald VI, van Roodselaar A (2010)
Taxonomic and feeding guild classification for the marine benthic
macroinvertebrates of the Strait of Georgia, British Columbia. Can Tech
Rep Fish Aquat Sci 2874: 63 +
38. Pielou EC (1969) An Introduction to Mathematical Ecology. New York:
Wiley Interscience, 286 +
39. Hurlbert SH (1971) The nonconcept of species diversity: a critique and
alternative parameters. Ecology 52: 577-585. doi:10.2307/1934145.
40. Lambshead PJD, Platt HM, Shaw KM (1983) The detection of
differences among assemblages of marine benthic species based on
an assessment of dominance and diversity. J Nat Hist 17: 859–874.
doi:10.1080/00222938300770671.
41. Clarke KR, Gorley RN (2006) Primer v6: User Manual/Tutorial.
Plymouth: Primer-E. 192 p.
42. Wagner HH, Wildi O, Ewald KC (2000) Additive partitioning of plant
species diversity in an agricultural mosaic landscape. Landscape Ecol
15: 219-227. doi:10.1023/A:1008114117913.
43. Magurran AE (2004) Measuring biological diversity. Oxford: Blackwell
Publishing. 256pp.
44. Crist TO, Veech JA, Gering JC, Summerville KS (2003) Partitioning
species diversity across landscapes and regions: A hierarchical
analysis of α, β, and γ diversity. Am Nat 162: 734-743. doi:
10.1086/378901. PubMed: 14737711.
45. Rodrigues CF, Cunha MR, Génio L, Duperron S (2013) A complex
picture of associations between two host mussels and symbiotic
bacteria in the northeast Atlantic. Naturwissenschaften 100: 21–31. doi:
10.1007/s00114-012-0985-2. PubMed: 23132300.
46. Khelaifia S, Fardeau ML, Pradel N, Aussignargues C, Garel M et al.
(2011) Desulfovibrio piezophilus sp. nov., a piezophilic, sulfate-
reducing bacterium isolated from wood falls in the Mediterranean Sea.
Int J Syst Evol Microbiol 61(11): 2706-2711. doi:10.1099/ijs.
0.028670-0. PubMed: 21169465.
47. Jumars PA, Wheatcroft RA (1989) Responses of benthos to changing
food quality and quantity, with a focus on deposit feeding and
bioturbation. In: WH BergerVS SmetacekG Wefer. Productivity of the
ocean: present and past. Chichester: Wiley. pp. 235–253.
48. Nishimoto A, Mito S, Shirayama Y (2009) Organic carbon and nitrogen
source of sunken wood communities on continental shelves around
Japan inferred from stable isotope ratios. Deep Sea Res II 56: 1683–
1688. doi:10.1016/j.dsr2.2009.05.032.
49. Turner RD (1973) Wood-boring bivalves, opportunistic species in the
deep sea. Science 180: 1377–1379. doi:10.1126/science.
180.4093.1377. PubMed: 17831103.
50. Distel DL (2003) The biology of marine wood boring bivalves and their
bacterial endosymbionts. In: B GoodellDD NicholasTP Schultz. Wood
deterioration and preservation, advances in our changing world.
Washington DC: Oxford University Press. pp. 253–271.
51. Tyler PA, Young CM, Dove F (2007) Settlement, growth and
reproduction in the deep-sea wood-boring bivalve mollusk Xylophaga
depalmai. Mar Ecol Prog Ser 343: 151–159. doi:10.3354/meps06832.
52. Haga T, Kase T (2013) Progenetic dwarf males in the deep-sea wood-
boring genus Xylophaga (Bivalvia: Pholadoidea). J Mollus Stud 79: 90–
94. doi:10.1093/mollus/eys037.
53. Gaudron S, Demoyencourt E, Duperron S (2012) Reproductive traits of
the cold-seep symbiotic mussel Idas modiolaeformis: gametogenesis
and larval biology. Biol Bull 222(1): 6-16. PubMed: 22426627.
54. Vrijenhoek RC, Johnson SB, Rouse GW (2008) Bone-eating Osedax
females and their ‘harems’ of dwarf males are recruited from a common
larval pool. Mol Ecol 17: 4535–4544. doi:10.1111/j.1365-294X.
2008.03937.x. PubMed: 18986498.
55. Shilling FM, Manahan DT (1994) Energy metabolism and amino-acid
transport during early development of Antarctic and temperate
echinoderms. Biol Bull 187: 398-407. doi:10.2307/1542296.
56. Young CM (1999) Synchrony and sociality: breeding strategies in
constant and variable environments. In: M WhitfieldJ MatthewsC
Reynolds. Aquatic Life Cycle Strategies: Survival in a Variable
Environment. Plymouth: Marine Biological Association of the United
Kingdom. pp 1–14.
57. Pradillon F, Shillito B, Young CM, Gaill F (2001) Developmental arrest
in vent worm embryos. Nature 413: 698–699. doi:10.1038/35099674.
PubMed: 11607020.
58. Swearer SE, Shima JS, Hellberg ME, Thorrold SR, Jones GP et al.
(2002) Evidence of self-recruitment in demersal marine populations.
Bull Mar Sci 70: 251–271.
Colonization of Deep-Sea Organic Falls
PLOS ONE | www.plosone.org 16 October 2013 | Volume 8 | Issue 10 | e76688
59. Young CM (2003) Life histories, development and reproduction in the
deep sea. In: PA Tyler. Ecosystems of the world: The deep sea.
Amsterdam: Elsevier Science. pp. 381-426.
60. Young CM, Emson RH, Rice ME, Tyler PA (2013) A paradoxical
mismatch of fecundity and recruitment in deep-sea opportunists:
Cocculinid and pseudococculinid limpets colonizing vascular plant
remains on the Bahamian Slope. Deep Sea Res II 92: 36–45. doi:
10.1016/j.dsr2.2013.01.027.
61. Foggo A, Bilton DT, Rundle SD (2007) Do developmental mode and
dispersal shape abundance–occupancy relationships in marine
macroinvertebrates? J Anim Ecol 76: 695–702. doi:10.1111/j.
1365-2656.2007.01245.x. PubMed: 17584375.
62. Génio L, Warén A, Matos FL, Cunha MR (2013) A snails’ tale at deep-
sea habitats in the Gulf of Cádiz (NE Atlantic). Biogeosciences 10:
5159-5170. doi:10.5194/bg-10-5159-2013.
63. Sainte-Marie B, Lamarche Gagnon J-M (1990) Reproductive bionomics
of some shallow-water lysianassoids in the Saint Lawrence Estuary,
with a review on the fecundity of the Lysianassoidea (Crustacea,
Amphipoda). Can J Zool 68: 1639-1644. doi:10.1139/z90-243.
64. Cordes EE, Becker EL, Hourdez S, Fisher CR (2010) Influence of
foundation species, depth, and location on diversity and community
composition at Gulf of Mexico lower-slope cold seeps. Deep Sea Res II
57: 1870-1881. doi:10.1016/j.dsr2.2010.05.010.
65. Tarasov VG, Gebruk AV, Mironov AN, Moskalev LI (2005) Deep-sea
and shallow-water hydrothermal vent communities: Two different
phenomena? Chem Geol 224: 5–39. doi:10.1016/j.chemgeo.
2005.07.021.
66. Vetter EW, Smith CR (2005) Insights into the ecological effects of deep
ocean CO2 enrichment: The impacts of natural CO2 venting at Loihi
seamount on deep sea scavengers. J Geophys Res 110: C09S13 doi:
10.1029/2004JC002617.
67. Dial R, Roughgarden J (1998) Theory of marine communities: the
intermediate disturbance hypothesis. Ecology 79: 1412-1424. doi:
10.1890/0012-9658(1998)079[1412:TOMCTI]2.0.CO;2.
68. Lorion J, Buge B, Cruaud C, Samadi S (2010) New insights into
diversity and evolution of deep-sea Mytilidae (Mollusca:Bivalvia). Mol
Phylogenet Evol 57: 71-83. doi:10.1016/j.ympev.2010.05.027. PubMed:
20558305.
69. Génio L, Kiel S, Cunha MR, Grahame J, Little CTS (2012) Shell
microstructures of mussels (Bivalvia: Mytilidae: Bathymodiolinae) from
deep-sea chemosynthetic sites: Do they have a phylogenetic
significance? Deep Sea Res I 64: 86–103. doi:10.1016/j.dsr.
2012.02.002.
70. Ritt B, Desbruyères D, Caprais J-C, Gauthier O, Ruffine L et al. (2012)
Seep communities from two mud volcanoes in the deep eastern
Mediterranean Sea: faunal composition, spatial patterns and
environmental control. Mar Ecol Prog Ser 466: 93–119. doi:10.3354/
meps09896.
71. Dando PR, Southward AJ, Southward EC, Dixon DR, Crawford A,
Crawford M (1992) Shipwrecked tube worms. Nature 356: 667. doi:
10.1038/356667b0.
72. Feldman RA, Shank TM, Black MB, Baco AR, Smith CR, Vrijenhoek
RC (1998) Vestimentiferan on a whale fall. Biol Bull 194: 116–119. doi:
10.2307/1543041. PubMed: 9604312.
73. De Robertis A, Eiane K, Rau GH (2001) Eat and run: anoxic feeding
and subsequent aerobic recovery by Orchomene obtusus in Saanich
Inlet, British Columbia, Canada. Mar Ecol Prog Ser 219: 221–227. doi:
10.3354/meps219221.
74. Grieshaber MK, Völkel S (1998) Animal adaptations for tolerance and
exploitation of poisonous sulfide. Annu Rev Physiol 60: 33–53. doi:
10.1146/annurev.physiol.60.1.33. PubMed: 9558453.
75. Levin LA (2003) Oxygen minimum zone benthos: Adaptation and
community response to hypoxia. Oceanogr Mar Biol Annu Rev 41:
1-45.
76. Goffredi SK, Paull CK, Fulton-Bennett K, Hurtado LA, Vrijenhoek RC
(2004) Unusual benthic fauna associated with a whale fall in Monterey
Canyon, California. Deep Sea Res I 51: 1295–1306. doi:10.1016/j.dsr.
2004.05.009.
77. Levin LA, Ziebis W, Mendoza GF, Bertics VJ, Washington T et al.
(2013) Ecological release and niche partitioning under stress: Lessons
from dorvilleid polychaetes in sulfidic sediments at methane seeps.
Deep Sea Res II 92: 214-233. doi:10.1016/j.dsr2.2013.02.006.
78. Thornhill DJ, Struck TH, Ebbe B, Lee RW, Mendoza GF et al. (2012)
Adaptive radiation in extremophilic Dorvilleidae (Annelida):
diversification of a single colonizer or multiple independent lineages?
Ecol Evol 2(8): 1958–1970. doi:10.1002/ece3.314. PubMed: 22957196.
79. Prevedelli D, N’Siala GM, Simonini R (2005) The seasonal dynamics of
six species of Dorvilleidae (Polychaeta) in the harbour of La Spezia
(Italy) Mar Ecol Evol Persp 26: 286–293
80. Wiklund H, Glover AG, Dahlgren TG (2009) Three new species of
Ophryotrocha (Annelida: Dorvilleidae) from a whale-fall in the North-
East Atlantic. Zootaxa 2228: 43–56.
81. Braby CE, Rouse GW, Johnson SB, Jones WJ, Vrijenhoek RC (2007)
Bathymetric and temporal variation among Osedax boneworms and
associated megafauna on whale-falls in Monterey Bay, California. Deep
Sea Res I 54: 1773–1791. doi:10.1016/j.dsr.2007.05.014.
82. Vrijenhoek RC, Johnson SB, Rouse GW (2009) A remarkable diversity
of bone-eating worms (Osedax; Siboglinidae; Annelida). BMC Biol 7:
74. doi:10.1186/1741-7007-7-74. PubMed: 19903327.
83. Turner RD (2002) On the subfamily Xylophagainae (Family Pholadidae,
Bivalvia, Mollusca). Bull Mus Compe Zool 157: 223–307
84. Voight JR (2007) Experimental deep-sea deployments reveal diverse
Northeast Pacific wood-boring bivalves of Xylophagainae (Myoida:
Pholadidae). J Mollus Stud 73: 377–391. doi:10.1093/mollus/eym034.
85. Voight JR (2009) Diversity and reproduction of near shore vs offshore
wood-boring bivalves (Pholadidae: Xylophagainae) of the deep eastern
Pacific Ocean, with three new species. J Mollus Stud 75: 167–174. doi:
10.1093/mollus/eyp012.
Colonization of Deep-Sea Organic Falls
PLOS ONE | www.plosone.org 17 October 2013 | Volume 8 | Issue 10 | e76688
